Background: Electrotaxis is the movement of adherent living cells in response to a direct current (dc) electric field (EF) of physiological strength. Highly metastatic human lung cancer cells, CL1-5, exhibit directional migration and orientation under dcEFs. To understand the transcriptional response of CL1-5 cells to a dcEF, microarray analysis was performed in this study.
Introduction
Electrotaxis, also known as galvanotaxis, is the movement of organisms or cells in response to an electric field (EF). Physiological EF exists extracellularly, such as in wound, embryo's skin, and ducts [1, 2] . It may also exist in the interface between tumors and normal tissues [3, 4] . Several types of cancer cells such as prostate cancer cells, breast cancer cells, and lung cancer cells, are known to migrate directionally under dcEF, and the degree of electrotaxis of these cancer cells has been shown to correlate to their metastatic abilities [5] [6] [7] [8] . Living cell electrotaxis is different from cell electrophoresis since the latter requires the detachment of cultured cells from the substrate in advance [9] . In addition, the EF strength for cell electrophoresis is about 100-fold higher than that for electrotaxis [9] . Also, it has been shown that the directional migration of the cells was caused by EFs but not EFinduced events such as electro-osmotic flows [10] .
The mechanism of electrotaxis has been explored for more than 10 years. Several important proteins and genes are reported to be involved. It is known that physiological EF redistributes epidermal growth factor receptors (EGFRs), leading to the cathodal polarization and the activation of EGFR-mitogen-activated protein kinase (MAPK) signaling pathway [11, 12] . EGFR signaling is essential for EF-directed migration of breast cancer cells [6] . Besides, cyclic AMP (cAMP) and cAMP-dependent protein kinase A mediate the directional migration of human keratinocytes in a dcEF [13, 14] . Beta-4 integrin together with epidermal growth factor (EGF) also mediate the electrotaxis of human keratinocytes through a Rac-dependent signaling pathway [15] . Electrical signals control wound healing through phosphatidylinositol-3-OH kinase (PI3K)-c and phosphatase and tensin homolog (PTEN) [16] . The EF stimulation triggers the activation of Src and inositol-phospholipid signaling, which polarizes in the direction of the epithelial cell migration [16] . In Xenopus embryonic spinal neurons, GTPases Cdc42, Rac and Rho mediate growth cone steering in a physiological EF through the spatiotemporal regulation of GTPase activity and their effectors [17, 18] . The EFguided migration of rat hippocampal neurons is mediated by the activation of Rho-associated protein kinase (ROCK) and PI3K [19] . In addition, the direction of the EF-induced migration of Dictyostelium cells is switched by cGMP and phosphatidylinositol signaling [20] . It is also reported that the calcium ions play important roles in the directed migration of Dictyostelium cells and the osteoblast-like cells [21, 22] , suggesting that calcium signaling pathway may participate in the electrotaxis.
Most studies exploring the mechanism of electrotaxis are focused on specific genes, proteins, and signaling pathways. The global gene expression profiling could be an approach to reveal the whole view of the mechanism. DNA microarray is a well-known technology for genome-wide gene expression profiling. Recently, the microarray analysis for electrotaxis study has been performed in human dermal fibroblasts and epidermal keratinocytes [23, 24] . In human dermal fibroblasts, the EF-regulated genes are associated with cellular signaling pathways including TGF-b, Gproteins, and inhibition of apoptosis [23] . In human epidermal keratinocytes, the EF-regulated genes are shown to correlate with chemokine, apoptosis, JAK-STAT, Wnt, and G-protein MAPK activation signaling pathways [24] . So far, there is no research work discussing the global effect of EF on the gene expression of cancer cells.
Tumor cell invasion and metastasis are the major causes resulting in the high mortality of lung cancer patients in five years. Invasion is the most critical step in the metastatic process and it occurs through the interaction between the tumor cells and the surrounding environment. Human lung adenocarcinoma cells, CL1-5, which is a sub-line derived from CL1-0, has higher invasiveness than CL1-0 [25] . In our previous study, we have shown that CL1-5 cells migrate toward the anode and orient perpendicularly to the direction of the dcEF. In contrast, CL1-0 did not show obvious electrotactic response [8] . Since the positive correlation between the metastatic ability and the electrotactic response has been observed in the level of cell motion, it is important to further investigate the influence of physiological EF on the gene expression. In this work, the highly metastatic CL1-5 cells were examined by using DNA microarray. Through the analysis of the EF-regulated genes and their corresponding signaling pathways, we may understand more about the role of physiological EF in tumor metastasis.
For the electrotaxis study, we have designed and fabricated a microfluidic electric-field chip (EFC) which provides uniform dcEF in the cell culture micro-chamber [8] . The thickness of the microchamber is only 70 mm and thus the joule heating can be omitted [8] . The limitation of the EFC is that the cell culture region is too small to provide enough cells for microarray analysis in one-time experiment. Therefore, a large electric-field chip (LEFC) providing uniform dcEF was designed and fabricated in this work for sample collection ( Figure 1 ).
Results

LEFC and EF stimulation
To build up an EF with the strength of 300mV/mm in the cell culture region, the current flow of 696 mA was introduced into the LEFC by applying the voltage of about 21V on the electrodes (Figure 2 ). The electrical power consumed in the cell culture region was estimated to be P = IV = 15.7mW (696 mA675mm6300mV/mm). It was expected that jouleheating could be omitted with such low electrical power. The numerical simulation of the dcEF showed a uniform distribution in the cell culture region (Figure 3 ). More than 85% culture region was exposed in the EF strength of 300+/215mV/mm.
In microarray analysis, 20-30 mg total RNA is required for one GeneChip, which means that about 10 6 CL1-5 cells are needed for each replicate. The cell culture region of a LEFC is 75624mm 2 , about 40-fold larger than that of an EFC (3615mm
2 ). It was tested that CL1-5 cells harvested from a LEFC could reach to 10 6 cells per chip. In other words, a LEFC could provide enough amount of total RNA for one microarray experiment.
Signaling pathway analysis
Through the ANOVA test, 1631 probe sets of Affymetrix HG-U133 plus2.0 Array were identified with statistically differential expression between the control group and the EF-treated group (p,0.05). Among them, 431 probe sets had all signal intensities of the two groups larger than the global median intensity of the six arrays ( = 66.5, from the signal intensities of 54675 probe sets63 replicates62 groups). The 431 probe sets were considered in the signaling pathway analysis. The accession numbers of these probe sets were submitted to CRSD website, where the genome-wide iterative enrichment analysis was performed. The top three signaling pathways showing significant correlation to the EFregulated genes were adherens junction, telomerase RNA component gene hTerc transcription regulation, and tight junction (Table 1) .
Subcellular localization and biological function analysis
The EF-regulated genes were categorized based on the subcellular location of their protein products. The protein database Swiss-Prot and Ensembl were referred to. If a protein was located in ''cell membrane'' shown in Swiss-Prot, or it contained ''signal peptide and transmembrane domain'' shown in Ensembl, it was categorized as a cell membrane protein in this study. Based on the definition, 6545 probe sets of HG-U133 Plus2.0 array were considered to represent the genes encoding cell membrane proteins. Here we examined the significantly regulated Figure 1 . Assembly drawing of the large electric-field chip (LEFC). The LEFC had connecting holes for the medium inlet/outlet and the agar salt bridges. Cells were cultured in the micro-chamber (the cell culture region). The width, length, and thickness of the microchamber were 24mm, 75mm, and 70 mm, respectively. doi:10.1371/journal.pone.0025928.g001
genes with the fold change larger than 1.5 or smaller than 1/1.5 (the EF-treated group/the control group). Among 88 genes which met the criteria, 18 genes were recognized to encode cell membrane protein. The percentage is 18.2% ( = 16/88). For comparison, we randomly selected 88 probe sets from the probe sets of HG-U133 plus2.0 array (excluding the probe sets of control sequences) and examined the percentage of genes encoding cell membrane protein. The average percentage from 10000-time operation is 12%.
The categorization of the 88 significantly regulated genes was shown in Table 2 (up-regulated) and Table 3 (down-regulated). Apart from the genes encoding cell membrane proteins, others were categorized based on the ''cellular component'' in Swiss-Prot. In addition, the genes listed in Table 2 and Table 3 
Gene expression of reported electrotaxis-related genes/ proteins
We also examined the microarray analysis results of the genes that have been reported to be correlated to electrotaxis. Among the 1631 probe sets identified by ANOVA, those that have all intensities above the background level (i.e. larger than the global median) in at least one of the two groups were considered. The expression of electrotaxis-related genes/proteins was discussed below. 
Discussion
EF stimulation
Under the EF strength of 300mV/mm, our previous work has shown that CL1-5 cells have a significant tendency of directional migration and orientation while CL1-0 cells move randomly [8] . CL1-5 cells present a nearly constant movement towards the anode immediately after the dcEF is turned on. However, the orientation of CL1-5 cells is not evident until 2-hour exposure in the dcEF. The different response time of the EF-induced directional migration and the cell body orientation of CL1-5 cells suggest the involvement of different signal pathways in electrotaxis. This point of view is also suggested in a recent work by Hammerick et al [26] .
We presumed that the gene expression change associating with the two electrotactic responses, the directional migration and the orientation, could all be detected after 2-hour treatment of the dcEF. Thus, in this study the microarray analysis was performed for CL1-5 cells stimulated by 300mV/mm for 2 hours. The results showed that several genes were significantly regulated. Considering the high cost of DNA microarray analysis (about US$1,00063 replicates62 groups for each time point), we started by choosing the time period of 2 hours in this initial study. To further distinguish if the regulated gene was correlated to the directional migration or the orientation, microarray analysis of short term EF stimulation (perhaps 10mins) will be pursued in our future work.
In this study, the cell culture medium was replaced with serumfree DMEM medium before the dcEF was applied. Serum is a complex compound which contains different proteins like growth factors, cytokines, and attachment factors. Under an applied dcEF in the cell culture chamber, chemical gradient of these proteins may be generated by electrophoresis. Therefore, the response of cells under the dcEF might be affected by chemotaxis. To minimize the possible effects of the chemical gradient when investigating the influence of dcEF on the cells, the serum was removed in advance. Our previous work has shown that the dcEF induces the directional migration and the orientation of CL1-5 cells in serum-free medium [8] . The results suggest that the dcEF could induce the electrotactic response of living cells without chemical stimulation. Some different types of cells also show electrotactic response in serum-free medium, such as neural crest cells, hippocampal neurons, and CHO cells [27] [28] [29] .
Nevertheless, cells are surrounded by a variety of growth factors and cytokines in vivo which may also play roles in the electrotaxis of cells. In our previous study, CL1-5 cells have been observed to migrate toward the anode both in serum-free [8] and in serumcontaining (Movie S1) medium under an applied dcEF. It is an important future work to compare the EF-regulated gene expression in serum-containing medium and that in serum-free medium. The concurrent effect of the EF and the chemical gradient could thus be investigated. Such work may help us to find out the candidate growth factors and cytokines that participate in the mechanism of electrotaxis.
Signaling pathway analysis
Under the treatment of the dcEF, we observed the differential regulation of six genes which were known to be involved in the adherens junction pathway (hsa04520, KEGG) ( Table 1) . Four genes ACVR1B (1.51-fold), FYN (1.21-fold), WASF3 (1.2-fold), and ACP1 (1.18-fold) were shown to be up-regulated. ACVR1B (activin A receptor, type IB) encodes a type I activin receptor, which is a transmembrane serine/threonine kinase receptor and is essential for signaling. Activin receptor signaling regulates prostatic epithelial cell adhesion and is associated with the prostate cancer metastasis [30] . The protein tyrosine kinase Fyn (encoded by FYN, FYN oncogene related to SRC, FGR, YES) is a member of the Src family kinases which are important in integrin-mediated cell adhesion and migration [31] . Activation of Fyn promotes the migration of squamous carcinoma cells [32] . WASF3 (WAS protein family, member 3), also known as WAVE3, encodes a protein member of the WAVE family which mediates actin reorganization and cell movement. It has been reported that WAVE3, which is regulated downstream of PI3K, concentrates in the lamellipodia at the leading edge and mediates cell migration and lamellipodia formation [33] . The expression of PVRL1 (1/1.97-fold) and ACTG1 (1/1.05-fold) were shown to be suppressed by the applied dcEF. PVRL1 (Poliovirus receptor-related 1), also called nectin-1, encodes a calcium-independent cell-cell adhesion protein. Nectin-1 plays a role in the organization of adherens junctions in epithelial and endothelial cells [34, 35] . ACTG1 (Actin, gamma 1) encodes a cytoplasmic actin found in nonmuscle cells. Actins are well known to be involved in various types of cell motility, and maintenance of the cytoskeleton. The applied dcEF enhanced the expression of ACVR1B, FYN, and WASF3, which might in turn enhance the migration of CL1-5. It was suggested that EF-reduced adhesion (PVRL1Q) contributed to the enhanced motility. The suppression of ATCG1 was minor compared to the change of the other genes. It has been shown that the migration rate of CL1-5 is enhanced when applying a dcEF to the cell culture region [8] .
We further investigated the relationship between the protein products of these six genes. The analytical tool MetaCore (GeneGo) was applied to build up the networks of the direct or indirect protein-protein interaction. The interactions and the subcellular localization of the proteins were shown in Figure 5 . It was observed that Fyn, ACP1, and c-Src have direct interaction with two kinds of receptors, platelet-derived growth factor (PDGF) receptors and ephrin receptors [36] [37] [38] [39] [40] [41] [42] [43] . C-Src was shown to be 1.3-fold up-regulated by dcEF in this study. PDGF receptors have been implicated to be activated by physical forces that alter the receptor conformation [44] . The networks suggested that PDGF receptors might be stimulated by the dcEF and then activated Fyn, c-Src and c-Abl, which influenced the activation of WAVE3 [45] [46] [47] . The activated WAVE3 subsequently regulated the reorganization of the actin cytoskeleton and thus influenced the cell morphology and motility [48] . The results also suggested that ephrin-A receptors and ephrin-B receptors might play roles in converting the electrical stimuli into biological signals. However, the gene expression change was not observed in PDGF receptors, ephrin receptors, and c-Abl in this study. The expression level and the role of these proteins in electrotaxis need to be investigated further.
Several EF-regulated genes were involved in the transcriptional regulation of telomerase RNA component gene hTerc (h_terc, BioCarta), which encodes the RNA component of human telomerase. The RNA component serves as a template for the telomere repeat [49] . Through the treatment of the EF, we observed that NFYA (Nuclear transcription factor Y, alpha) and NFYC (Nuclear transcription factor Y, gamma) were downregulated with 1/1.16-fold and 1/1.27-fold, respectively. NFYA and NFYC encode two subunits of a trimeric complex NF-Y protein, which is an activator of the hTerc gene. The downregulation of NFYA and NFYC suggested that the expression of hTerc may decrease due to the applied dcEF. Since there is no probe set for the hTerc gene in HG-U133 Plus 2.0 array, the expression of this gene was not shown in the microarray result.
The application of the dcEF to CL1-5 cells also altered the expression of important genes involved in the tight junction pathway (hsa04530, KEGG). Four correlated genes F11R (1.52-fold), CTTN (1.51-fold), RAB13 (1.25-fold), and EPB41 (1.23-fold) were shown to be up-regulated. F11R gene (F11 receptor), also called junction adhesion molecule-A (JAM-A), is an important regulator of tight junction assembly and cell migration [50] . CTTN gene (Cortactin) encodes a protein cortactin that regulates the interactions between components of adherent-type junctions. It organizes the cytoskeleton and cell adhesion structures of epithelia and carcinoma cells. Many studies have documented a role for cortactin in promoting cell motility and cancer invasion [51] . RAB13 gene (member RAS oncogene family) encodes one of the small guanosine triphosphatases (GTPases) of the RAB subfamily, which is known to localize to the tight junction. This protein has been shown to play a critical role in regulating both the structure and function of tight junctions in polarized epithelial cells [52] . Rab13 protein is also shown to be activated during epithelial cell scattering-the process that includes the first steps of carcinoma [16] . It is known that PTEN inhibits cell migration, spreading, and focal adhesions [55] . In brief, F11R, CTTN, RAB13, EPB41, PTEN and ACTG1 were known to mediate cell motility and/or cytoskeleton organization, suggesting that they may play roles in the electrotactic response of CL1-5. The confluent CL1-5 cell monolayers could be observed after the overnight incubation (,20hrs) in the culture chamber of LEFC. It is reported that the development of high resistance electric seals takes 48-hour plating to reach the steady-state in tight junction formation [56] . Since the tight junction-associated genes were observed to be EF-regulated, we inferred that the dcEF may influence tight junction formation during the stimulation period. Thus, we further examined the gene expression of other major tight junction components, such as the transmembrane protein occludins and claudins, and the cytoplasmic ZO family. However, no significant difference was observed between the control group and the EF-treated group. The results suggested that dcEF might influence the tight junction assembly through regulating JAM-A instead of occludins, claudins, and ZO family in the transcription level.
To sum up, EF may influence the movement of CL1-5 by regulating the adherens junction and tight junction in transcription level. Many regulated genes in these two signaling pathways are known to correlate to cell migration. Except for PTEN and ACTG1, most of the genes have not been reported to be EFcorrelated yet.
Subcellular localization analysis
One known mechanism of electrotaxis is that membrane receptors redistribute under the applied dcEF and cause the asymmetric signaling of the cell [1] . It is also proposed that EFs may be transduced into mechanical signals by the mechanical torque exerting on the glycoproteins on the cell membrane [57] . Since the cell membrane proteins might be directly influenced by the dcEF, we would like to investigate their proportion in the products of the EF-regulated genes. About 18.2% of the significantly regulated genes (fold change .1.5 or,1/1.5) were observed to encode cell membrane protein. However, only 12% of randomly selected genes encoded cell membrane protein. The result indicated that a relatively high percentage of membrane proteins were significantly regulated by the dcEF in transcription level. The EF-affected membrane protein genes discovered in this work could be the candidates for the further glycomic study of electrotaxis.
Biological function of EF-regulated genes
In addition to biological adhesion, we could see that the dcEF regulated the genes functioning in the biological processes such as biological regulation, cellular process, signaling, metabolic process, etc. (Figure 4) . Several genes were known to participate in apoptosis, including the up-regulated genes SRGN and TP53INP1 (Table 2) , and the down-regulated genes BIRC7, TRAF2, UNC5B, and GCLM Table 2 (upregulated) and Table 3 (down-regulated) were categorized with their biological function according to the Gene Ontology annotation. doi:10.1371/journal.pone.0025928.g004 (Table 3 ). In addition, some other significantly regulated genes encoded the proteins correlated to G protein signaling, including the up-regulated genes F2R and DOCK9, and the down-regulated genes GNA11, GPR156, and RAPGEF1. It is known that G proteins are signal transducers that transmit chemical signals outside the cell, such as hormones, neurotransmitters, and chemokines, and cause changes inside the cell [58] . The result implied that G proteins may also play roles in transmitting mechanical signals in EF stimulation. Some other EF-regulated genes associated with G-protein signaling are observed in human dermal fibroblasts and adult epidermal keratinocytes [23, 24] .
Gene expression of reported electrotaxis-related genes/ proteins
EGFRs have been reported to polarize in the cathode-facing side of lung cancer cell lines A549 and CL1-5 that migrated towards the cathode and the anode under the dcEF, respectively [7, 59] . It is also known that the EF-enhanced directional migration correlates well with the expression level of EGFR/ ErbB1 in breast cancer cells. Transfection of MTLn3 cells and MDA-MB-435 cells with expression vectors for ErbB family members ErbB1, ErbB2 and ErbB3 also significantly enhance EFinduced migration [6] . In our microarray analysis, the expression change of ErbB1 and ErbB2 under the EF stimulation was not observed. The expression of ErbB3 seemed to be down-regulated by the applied dcEF, since the signal strength of the control group (71.3 in average with all replicates .66.5) is larger than that of the EF-treated group (48.7 in average with all replicates ,66.5).
Beta-4 integrin, encoded by ITGB4, is associated with alpha-6 integrin to be a receptor for the laminins. It has been reported that beta-4 integrin and EGF coordinately regulate the EF-mediated directional migration via Rac1 in human keratinocytes [15] . From the microarray analysis result, we did not see the regulation of EGF, ITGB4, and Rac1 under the dcEF. However, ITGB5 that encodes beta-5 integrin, another member of integrin family, showed significant up-regulation by the dcEF (1.55-fold, Table 2 ). Beta-5 integrin is associated with alpha-V integrin to be a receptor for the fibronectins. It has been reported that RNA interference knockdown of beta-5 integrin expression reduces cell migration in vitro and metastasis in vivo [60] . Our result suggested the positive correlation between the up-regulation of ITGB5 and the enhanced migration of CL1-5 cells under the applied dcEF.
Rac and Cdc42 are GTPases that regulate lamellipodia and filopodia formation, respectively. They have been proposed to dominate the steering of growth cones cathodally in Xenopus embryonic spinal neurons. It has also been shown that RhoA, whose activation leads to growth cone collapse, elevates anodally in the EF-treated growth cones [17, 18] . Rho proteins regulate the dynamic assembly of cytoskeletal components for several physiological processes including cell motility. They are known to be involved in cell transformation and cancer metastasis. In our microarray analysis, we did not see the expression change of Rac, Cdc42, and RhoA under the dcEF. However, DOCK9, encoding a specific guanine-nucleotide exchange factor (GEF) that recognizes and activates Cdc42, was shown to be up-regulated by 1.94-fold (Table 2 ) [61] . Besides, RhoJ, which encodes another member of Rho family, seemed to be up-regulated by the EF treatment (accession # BC025770). For RhoJ, the signal strength of the EFtreated group (all replicates .66.5, 91.4 in average) is larger than that of the control group (all replicates ,66.5, 32.4 in average). Recently, RhoJ is found to positively regulate endothelial motility and tubule formation [62] .
EF-guided migration of rat hippocampal neurons is mediated by the activation of ROCK and PI3K. The inhibition of ROCK and PI3K decreased the directedness and the speed of the neuron migration [19] . In addition, electrical-signal-induced wound healing has been reported to be controlled by PI3Kc and PTEN. Genetic disruption of PI3Kc abrogates electrotactic migration of epithelial cells. On the other hand, deletion of the tumor suppressor PTEN enhances EF-directed keratinocyte migration [16] . In our study, PI3K and ROCK did not show obvious regulation by the applied dcEF. Nevertheless, PTEN was observed to be 1/1.19-fold down-regulated by the dcEF.
In summary, comparing the electrotaxis-related proteins reported in previous studies, some corresponding genes or their members in the families were observed to be regulated in the microarray analysis, but some were not. It is suggested that the polarization of proteins and the regulation of gene expression level both play roles in the mechanism of electrotaxis.
In addition, the calcium ions are reported to play important roles in the directed migration of Dictyostelium cells and the osteoblast-like cells [21, 22] . In this study, several EF-regulated genes were observed to be involved in the calcium signaling pathway (hsa04020, KEGG), including the up-regulated F2R (1.53-fold, Table 2 ) and PLCB2 (signal intensities of the CR group ,66.5), and the down-regulated PHKB (1/1.23-fold), CALM1 (1/ 1.22-fold), GNA11 (1/1.51-fold, Table 3 ), ITPR2, GRIN2C, and ERBB3 (signal intensities of the EF group ,66.5 for the last three genes). The result suggested that the calcium ions may also participate in the electrotaxis of CL1-5 cells.
Microarray analysis in different EF-stimulated cells
Transcriptional response of human dermal fibroblasts (HDF-a) and human epidermal keratinocytes (HEKa) to the dcEF (100mV/ mm, 1hour) has been studied through microarray analysis [23, 24] . Here we compare and discuss the EF-regulated gene expression changes in HDF-a cells, HEKa cells, and CL1-5 cells (Table 4) . The significantly regulated genes were mostly different in these three types of cells, but some similarities and correlations were observed. For example, PTEN expression has been shown to be down-regulated in HDF-a cells and HEKa cells. Similar decrease of PTEN level was observed for CL1-5 cells. MACF1 (microtubuleactin crosslinking factor 1) has shown down-regulation in HEKa cells. Similarly, decrease of MACF1 was observed in CL1-5 cells. Nevertheless, some genes showed opposite responses to the EF stimulation. These differences were mainly observed between HEKa cells and CL1-5 cells. For example, B4GALT6 (UDPGal:betaGlcNAc beta 1,4-galactosyltransferase, polypeptide 6) has shown EF-induced up-regulation in HEKa cells. In this study, B4GALT6 was down-regulated in CL1-5 cells.
Some differentially expressed genes in different cell types were shown to participate in the same signaling pathway. In HDF-a cells and CL1-5 cells, several EF-regulated genes were involved in TGF-b signaling pathway. In HDF-a cells, THBS1 (thrombospondin 1), BMP2 (bone morphogenetic protein 2), DAF (CD55 molecule, decay accelerating factor for complement (Cromer blood group)), CD44 (CD44 molecule (Indian blood group)), etc. have been shown to be up-regulated [23] . In human lung cancer CL1-5 cells, ACVR1B (1.5-fold) and ID1 (inhibitor of DNA binding 1, dominant negative helix-loop-helix protein, 1.3-fold) were observed to be up-regulated, while LTBP3 (latent TGF-b binding protein 3, 1/1.6-fold) was down-regulated. It is reported that ID1 can be induced by BMPs in TGF-b signaling and in turn promotes cancer cell migration [63] . THBS1 and LTBPs affect the activation of TGF-bs, and THBS1 can be down-regulated by the inhibition of LTBP1 [64, 65] . BMPs and LTBPs are secreted proteins while THBS1 is an extracellular matrix protein. The correlation between HDF-a and CL1-5 in TGF-b signaling suggested that different types of cells may interact due to the EF stimulation.
Even under similar testing condition, HDF-a and HEKa show different transcriptional responses to the dcEF, suggesting that the dcEF has different influences on different cell types [23, 24] . Besides, it has been reported that dermal fibroblasts do not show significant migration under dcEF, epidermal keratinocytes migrate toward the cathode, and CL1-5 cells migrate toward the anode [8, 66, 67] . Thus, the differential transcriptional responses may correlate to the distinct electrotactic responses.
Conclusion
A LEFC providing uniform dcEF was designed, fabricated, and used for sample collection in the electrotaxis study. The gene expression change of CL1-5 cells treated with the EF strength of 300 mV/mm for 2 hours was globally investigated by microarray analysis. Signaling pathway analysis of the EF-regulated genes showed that the dcEF may influence adherens junction, transcriptional regulation of telomerase RNA component gene hTerc, and tight junction of CL1-5 cells. Some up-regulated genes such as ACVR1B, FYN and CTTN, and some down-regulated genes such as PTEN, are known to be correlated with cell migration and cancer metastasis. The protein-protein interactions of adherens junction-associated EF-regulated genes suggested the participation of PDGF receptors and ephrin receptors in sensing electrical stimuli. Subcellular localization analysis of the significantly regulated genes showed that the applied dcEF affected the genes encoding cell membrane proteins in a relatively high ratio. In addition, the applied dcEF influenced many biological processes such as adhesion, signaling, and metabolic process. Some EFregulated genes are known to be associated with cell apoptosis or G protein signaling. We further considered the gene expression of the electrotaxis-related proteins reported in previous studies. Some of the corresponding genes were observed to be regulated but some were not. It is suggested that the polarization of proteins and the regulation of gene expression both play roles in the mechanism of electrotaxis. Comparing the microarray analysis results in CL1-5 cells with that of the published studies in HDF-a cells and HEKa cells, we observed differential transcriptional responses between these three cell types. Some different EF-regulated genes in different cell types were shown to participate in the same signaling pathway, suggesting that different types of cells may interact under the EF stimulation.
Materials and Methods
Large electric-field chip (LEFC) fabrication and system setup
The LEFC chip consisted of several layers of poly-methylmethacrylate (PMMA) sheets, a layer of double-sided tape (8018, 3M), and a commercial 15cm cell culture dish (Corning) (Figure 1 ). The chambers, channels, and boundary of each part of the chip were designed by using AutoCAD (Autodesk). The patterns drawn on the software were transferred to a laser scriber (M-300, Universal Laser Systems) to cut pattern in each layer [68] . The patterned PMMA layers were then aligned and joined together to form a transparent PMMA chip by thermal bonding (120 o C, 2hours). The PMMA chip, the patterned double-sided tape, and the 15cm cell culture dish were then assembled to form the LEFC with well-sealed channels and chambers.
The LEFC had connecting holes for the medium inlet/outlet and the agar salt bridges (Figure 1 ). Cells were cultured in the micro-chamber (the cell culture region). The width, length, and thickness of the micro-chamber were 24mm, 75mm, and 70 mm, respectively. For the electrotaxis experiment, a LEFC was integrated with a transparent ITO (Indium Tin Oxide) heater chip, two Ag/AgCl electrodes with phosphate-buffered saline (PBS) as electrolyte, two agar salt bridges (1.5% agar in PBS), a syringe pump, a DC power supply, an ampere-meter, and an inverted microscope (IX71, Olympus or TE2000-U, Nikon) ( Figure 2 ). The distribution of dcEF in the micro-chamber was numerically simulated using a commercial software CFD-ACE+ (ESI Group) (Figure 3 ). The use of Ag/AgCl electrodes is essential because a simple design that uses platinum (Pt) wire as the electrodes introduces pH changes near the electrodes. More detail on the setup of the electrotaxis experiment can be found in the literature and our previous studies [8, 69, 70] .
Cell preparation and treatments
The lung cancer cell line CL1-5 acquired from Prof. Pan-Chyr Yang [25] was cultured in the complete medium consisting of Dulbecco's Modified Eagle's medium (DMEM, Gibco) and 10% fetal bovine serum (FBS, Invitrogen). CL1-5 cells were incubated in flasks (Corning) under 37uC and 5% CO 2 , and they were subcultured every 3-4 days. All experiments were performed with CL1-5 cells within 10 and 30 passages from the original source. For the electrotaxis study, CL1-5 cells were cultured in the LEFC during the entire experiment. Before the experiment was started, CL1-5 cells were trypsinized from the flask and suspended in the culture medium with the density of 10 7 cells per milliliter. Then the cells were injected into the micro-chamber manually and incubated for 4 hours for cell attachment. After that, the fresh culture medium was infused into the micro-chamber by a syringe pump at the rate of 200 ml/hr. The cells were incubated overnight under the culture medium flow. A transparent ITO heater chip below the LEFC (Figure 2 ) was controlled by a digital temperature controller (TTM-J4-R-AB, TOHO Electronics Inc.) to maintain the temperature (37+/20.5 o C) in the cell culture region. A temperature sensor (TPK-02A, TECPEL) was placed between the ITO chip and the LEFC for monitoring the temperature.
Electric field stimulation
Before the dcEF was applied, the cell culture region was washed by serum-free medium (DMEM) with the flow rate of 200 ml/min for five minutes. Then the flow rate of serum-free medium was reduced to 200 ml/hr and the power supply was turned on. The galvanic current was conducted into the micro-chamber through the agar salt bridges, and it was monitored by an ampere-meter continuously. The agar salt bridges can separate the culture medium and the possible byproducts from the electrodes [1] . The strength of the dcEF was calculated based on Ohm's law [8] . The stimulation was lasted for two hours with the EF strength of 300mV/mm. For the control group, the experimental setup was the same except that the EF strength was 0mV/mm.
For gene expression analysis, the stimulated cells were collected from the LEFC immediately after the power supply was turned off. In brief, the serum-free medium in the LEFC was replaced by PBS with the flow rate of 200 ml/min. Then trypsin was injected into the micro-chamber and incubated for 1 minute in 37 o C. Then the solution containing the cells was drawn out and mixed with the culture medium to stop the reaction of trypsin. The solution was centrifuged and the supernatant was removed. RNAlater (Ambion, Applied Biosystems) was then added to stabilize and protect RNA in the cells. The cells were stored at 4uC for later use.
RNA isolation
Total RNA was isolated from the stored cells using RNaqueous kit (Cat# AM1912, Ambion, Applied Biosystems) according to the manufacturer's instruction. The quantity (mg/ml) and quality of total RNA was determined by Nanovue (GE Healthcare) and Agilent 2100 Bioanalyser (Agilent Technologies). For subsequent application, only samples with A260/A280 within 1.9,2.2 were used.
GeneChip hybridization
The microarray analysis was performed by using whole-genome Affymetrix GeneChip Human Genome U133 Plus2.0 Array, which represented 20722 genes from 54675 probe sets (based on the newest version (Release 31) of HG-U133 plus 2.0 annotation file). The GeneChips were processed at the Microarray Core of Institute of NTU Center for Genomic Medicine in National Taiwan University and the Affymetrix Gene Expression Service Lab of Institute of Plant and Microbial Biology in Academia Sinica. The procedure suggested by the manufacturer (GeneChip Expression Analysis Technical Manual rev5, Affymetrix) was followed. In brief, 10 mg total RNA was used for cDNA synthesis. Then, biotin-labeled cRNA was generated by in vitro transcription, using cDNA as templates. Finally, the biotin-labeled cRNA was fragmented. 10 mg labeled sample was hybridized to the GeneChips at 45uC for 16.5hours. The wash and staining were performed by Fluidic Station-450 and the GeneChips were scanned with Affymetrix GeneChip Scanner 7G.
Microarray data analysis
Initial data analysis was performed by using the Affymetrix Microarray Suite v5.0 software, setting the scale of all probe sets to a constant value of 500 for each GeneChip. For further data treatment and analysis, the initial data were uploaded to the web server of composite regulatory signature database (CRSD) [71] . The initial data of the control group (3 biological replicates) and the EF-treated group (3 biological replicates) were batched and normalized with quantile normalization. To observe the different gene expression between the two groups, the analysis of variance (ANOVA) test was employed. After that, the signaling pathway analysis of the genes with statistical difference (p,0.05) was carried out by using CRSD, based on two databases Kyoto Encyclopedia of Genes and Genomes (KEGG, http://www.genome.jp/kegg/ pathway.html) and BioCarta (http://www.biocarta.com/genes/ index.asp). The degree of gene regulation is numerically expressed as the fold change, which is the quotient of the mean signal strength of the EF-treated group and that of the control group. Italic and standardized characters are used for representing the official symbol of genes and proteins, respectively.
Real-time RT-PCR
The expression of the EF-regulated genes with higher fold changes was further validated by real-time RT-PCR. The primers were designed using the commercial software Primer Expression 3.0 (Applied Biosystems (ABI)), based on Affymetrix target sequences for the selected transcripts (Table S1 ). The specificity of the primer sequences was checked by NCBI BLAST. Total RNA (2 mg) was transcribed into cDNA with High Capacity cDNA Reverse Transcription Kit (Part# 4368814, Applied Biosystems). The reaction mixture consisted of Power SYBR Green PCR Master Mix (Applied Biosystems), 10ng cDNA, sterilized deionized water, and the forward and reverse primers (MDBio Inc.). The real-time PCR was performed using StepOne TM Real-Time PCR System (Applied Biosystems), following the protocol provided by ABI. StepOne Software v2.1 was used for the subsequent data analysis (Applied Biosystems). Relative quantification between the EF-treated group and the control group was carried out with the DDCT method, using GAPDH as the endogenous house keeping control. All real-time RT-PCR expression values were determined from 2-3 independent biological experiments.
Supporting Information
Movie S1 Response of CL1-5 to dcEF in serum-containing medium. The cells were treated with the EF strength of 200mV/ mm for 4 hours in EFC. The serum-containing medium is the same as the culture medium. (WMV) 
